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reservoir for the discovery of novel MCP inhibitors (Figure 1 ). was measured using the substrate N-(4-methoxyphenylazoformyl)-Phe-OH determining the decrease in absorbance at 340 nm in function of the time. Due to its high content in MCP inhibitors, the addition of potato extract to the reaction decreases the rate of substrate hydrolysis in a dose-response manner.
Here, we describe a simple protocol to determine the specific and dose-response carboxypeptidase A inhibitory activity present in Andean potatoes and in other biological extracts using microplates. The major advantage of this protocol over other available approaches (Yanes et al., 2007) is that the use of microplates allows multiple enzymatic measurements to be done in a single experiment, therefore B. Enzymatic assays 1. Determination of bCPA specific inhibitory activity a. Prepare triplicates of the reaction mixtures (Table 1) in a microplate without adding the substrate. Calculate the volume of potato extract to be added, in order to obtain 20% to 80% of bCPA inhibition. To obtain these inhibition levels, we typically add around 5-30 μg/ml of final protein concentration to the assay. Where X is the volume (in μl) of potato extract to be assayed. The substrate should be added immediately before plate reading (see step B1c below).
b. Cover the microplate with a lid and incubate at 37 °C for 15 min. 
D and L are the dilution factor for the extract and the path length (in cm), respectively.
Typically, the path length in a microplate for a volume of 250 μl is 0.7 cm. However, for different reaction volumes, or for a more accurate calculation, check your 96-well microplate manufacturer instructions.
Then, calculate directly the SIA by dividing the resultant IA value by the protein concentration of the sample in mg/ml (see Equation 2 and examples in Table 2 ).
Equation 2:
= [ ] 2. Determination of the IC50: Dose-Response curve assay (see Figure 3) a. Prepare the same control reaction as described in step B1a and prepare at least 12 additional reaction mixtures with different final concentrations of the potato extract in the assay, ranging from 0 to 300 μg/ml, (or even with higher concentration to obtain the complete inhibition of bCPA activity). 
The IC50 value is the extract concentration necessary to reach a 50% of bCPA inhibition (Copeland, 2005) . See representative examples of dose-response bCPA inhibitory plots in Figure 3 and the corresponding IC50 values in Table 2 .
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